1. Introduction {#sec1-ijerph-16-04589}
===============

Endometrial carcinoma (EC) is one of the most common gynecological cancers worldwide \[[@B1-ijerph-16-04589]\]. According to statistics from the American Cancer Society, there were about 63,230 new cases of EC in 2018, and 11,350 women died from it. About 67% of EC cases can be diagnosed at an early stage with the disease localized to the uterus. However, other cases may be diagnosed at advanced stages with early metastasis and a poor survival rate.

Endometrial hyperplasia (EH) is clinically significant because of the associated risk of progression to endometrioid EC, and atypical forms of EH are considered as premalignant lesions \[[@B2-ijerph-16-04589]\]. There are major challenges in the differential diagnosis between atypical hyperplasia (AH) and well-differentiated EC due to poor reproducibility for cytological atypia \[[@B3-ijerph-16-04589],[@B4-ijerph-16-04589]\]. Paradoxically, more atypical features may be observed in cases of AH than EC, and some well-differentiated ECs exhibit quite unremarkable cytology \[[@B5-ijerph-16-04589]\].

Several immunohistochemical biomarkers have been explored as diagnostic adjuncts for the pathological diagnosis of endometrial lesions. However, no efficient immunohistochemical biomarker candidate has been found thus far to reliably satisfy the requirements and reproducibly distinguish between premalignant and malignant endometrium \[[@B6-ijerph-16-04589]\]. There is great need for new biomarkers to achieve better differential pathological diagnoses of malignant and premalignant endometrial lesions.

The hallmarks of cancer are composed of six biological capabilities that are acquired during the multiple steps of development of human tumors \[[@B7-ijerph-16-04589]\]. Progress in the last decade has revealed two emerging hallmarks of this list: reprogramming of energy metabolism and evading immune destruction. Alterations in metabolites can accompany cancer-associated metabolic reprogramming and profoundly affect gene expression, cellular differentiation, and the tumor's microenvironment. Glucose and glutamine are two principal nutrients that support survival and biosynthesis in mammalian cells \[[@B8-ijerph-16-04589]\].

Pyruvate kinase M2 (PKM2) is a key energy enzyme that is involved in regulating cell glycolysis metabolism. In mammals, PK has four isoforms: PKL, PKR, PKM1, and PKM2. In the final step of glycolysis, it catalyzes the conversion of phosphoenolpyruvate (PEP) and ADP into pyruvate and ATP \[[@B9-ijerph-16-04589]\]. Aerobic glycolysis commonly occurs in most cancer cells and allows them to produce energy. This is followed by lactic acid fermentation, even in the presence of oxygen, which is known as the "Warburg effect" \[[@B9-ijerph-16-04589],[@B10-ijerph-16-04589]\]. Recently, studies have demonstrated that PKM2 is also a major isoform that is expressed in cancer cells \[[@B10-ijerph-16-04589],[@B11-ijerph-16-04589]\].

We previously found that PKM2 is overexpressed in cases of ovarian cancer, and inhibiting PKM2 using shikonin resulted in inhibited growth of ovarian cancer cells \[[@B12-ijerph-16-04589]\]. The expression profile of PKM2 in endometrial lesions is currently unclear. Aerobic glycolysis in cancer cells requires PKM2 and is a hallmark of cancer metabolism as well as a major source of energy that is essential for the growth and survival of cancer cells. Thus, it may be a potential biomarker to identify EC from premalignancies. The aim of this study was to determine the potential of PKM2 distribution as a single biomarker for differential diagnosis. We also investigated the clinical significance of the distribution of PKM2 in EC tissues.

2. Materials and Methods {#sec2-ijerph-16-04589}
========================

2.1. Tissue Microarray {#sec2dot1-ijerph-16-04589}
----------------------

Tissues from Chinese patients embedded in Paraffin wax were retrospectively retrieved from the Department of Pathology at Tri-Service General Hospital, and tissue microarray slides were constructed as described previously \[[@B13-ijerph-16-04589]\]. A total of 206 endometrial specimens were collected by following the 1994 guidelines for EH classification from the World Health Organization (WHO) \[[@B14-ijerph-16-04589]\] and the 2009 staging system classifications of the International Federation of Gynecology and Obstetrics (FIGO) \[[@B15-ijerph-16-04589]\]. Stage IA is defined as tumors in the endometrium only or less than halfway to the endometrium. Stage IB is defined as tumors spread halfway or more into the myometrium. Stage II is defined as tumors involved in the cervical stroma but not beyond the uterus. Stage III is defined as tumors involved in the serosa, adnexa, vagina, or parametrium. Stage IV is defined by tumors that have invaded the bladder and/or bowel mucosa, distant metastases, or inguinal lymph nodes.

All the selected samples were obtained with informed consent, and this study was approved by the Institutional Review Board of Tri-Service General Hospital. The tissue microarrays consisted of 206 samples and included 30 normal endometrium, 36 EH, 32 AH, and 108 EC samples. The EC samples were obtained from women who underwent a standard staging operation to treat a known endometrial malignancy, including hysterectomy and pelvic/para-aortic lymphadenectomy. For EC specimens, only cases with completed guideline-recommended treatments were included. Although type I EC is related to AH progression, we included some type II carcinoma specimens in the analysis to identify a possible relationship. The tissue microarrays comprised 108 samples of EC, but 23 cases were lost to follow-up and did not have survival data. The remaining 85 EC cases included 64 endometrioid adenocarcinoma (EmAC) samples, 11 serous carcinoma (SC) samples, 8 clear cell carcinoma (CC) samples, and 2 mucinous carcinoma (MC) samples. All of these cases received surgical hysterectomy after tissue confirmation. Two pathologists screened the histological sections and selected areas of representative tumor cells, and one tissue core (2 mm in diameter) was then taken from each of the representative tumor samples and placed in a new recipient paraffin block for immunohistochemistry staining.

This study was approved by the Institutional Review Board of the Tri-Service General Hospital (TSGHIRB No: 2-101-05-041 and 2-103-05-144 and 2-104-05-022) and obtained written consent to approve this consent procedure. Informed consent was obtained from all patients.

2.2. Immunohistochemistry Stain {#sec2dot2-ijerph-16-04589}
-------------------------------

The tissue microarray sections were dewaxed in xylene, rehydrated in alcohol, and immersed in 3% hydrogen peroxide for 10 min to suppress the activity of endogenous peroxidase. Antigen retrieval was carried out by heating each section to 100 °C for 30 min in 0.01 M sodium citrate buffer (pH 6.0). The sections were rinsed three times (5 min each wash) in phosphate-buffered saline (PBS) and then incubated for 1 h at room temperature with a 1:200 dilution of rabbit polyclonal anti-human PKM2 antibody (Abcam, cat \# ab85542, Cambridge, UK) in PBS. The sections were washed three times (5 min each wash) in PBS, followed by incubation with horseradish peroxidase-labeled immunoglobulin (Dako, Carpinteria, CA, USA) for 1 h at room temperature.

The sections were washed three times again, and the peroxidase activity was visualized using a solution of diaminobenzidine (DAB) at room temperature. All tissue microarray slides were examined in terms of immunoreactivity and histological appearance and independently scored concurrently by two of the authors. The immunoreactivity was graded arbitrarily and semiquantitatively based on the intensity and percentage of staining on the tissue microarray slides, as described previously \[[@B16-ijerph-16-04589],[@B17-ijerph-16-04589]\]. The PKM2 intensity in individual tumor cells was scored as 0 (no staining), 1+ (weak intensity), 2+ (moderate intensity), or 3+ (strongest intensity). The staining of cells was scored as negative (\<30% of the area was positive), 1+ (30%--60% of the area was positive), or 2+ (\>60% of the area was positive).

The absolute value of the proportion of cells at each intensity level was multiplied by the corresponding intensity value, and then the products were added to obtain immunostaining scores of 0+, 1+, 2+, 3+, 4+, or 6+. PKM2^low^ was defined as a score of 0+ or 1+, and PKM2^high^ was defined as a score of 2+, 3+, 4+, or 6+. Slides incubated with nonimmune serum instead of the primary antibody were used as negative controls.

2.3. Statistical Analysis {#sec2dot3-ijerph-16-04589}
-------------------------

Patients' clinical data were retrieved from hospital patient files. All values are expressed as the mean ± standard error of the mean (SEM) and as percentages. An analysis of variance (ANOVA) and chi-squared tests were performed to compare the PKM2 levels of different groups of normal endometrium, EH, AH, and EC samples. Associations between PKM2 levels and clinicopathological characteristics were identified using the chi-squared test or Fisher's exact test. The overall patient survival time was monitored at the hospital.

Cox regression analysis was used to assess the data. Kaplan--Meier survival curves were compared using the log-rank test. Two-sided p-values \<0.05 were considered significant. All analyses were performed using SPSS for IBM, version 21 (IBM Corp., Armonk, NY, USA).

3. Results {#sec3-ijerph-16-04589}
==========

We performed immunohistochemistry analyses on endometrial tissue microarrays to evaluate the PKM2 protein expression in normal endometrium and endometrial lesions, including EH without atypia, AH, and EC. PKM2 is mainly present in the cytoplasm. We observed a wide range of variation in the PKM2 levels between the samples. [Figure 1](#ijerph-16-04589-f001){ref-type="fig"} shows examples of normal endometrium (A) and premalignant endometrial lesions of EH without atypia (B) and AH (C), as well as PKM2 protein expression in normal endometrium (D) and premalignant endometrial lesions of EH without atypia (E) and AH (F). [Figure 2](#ijerph-16-04589-f002){ref-type="fig"} shows examples of EC, including G1 of EmAC (A), G2 of EmAC (B), G3 of EmAC (C), SC (G), CC (H), MC (I), and PKM2 protein expression in G1 of EmAC (D), G2 of EmAC (E), G3 of EmAC (F), SC (J), CC (K), and MC (L). The general PKM2 immunoreactivity was significantly lower in normal endometrium and premalignant endometrial lesions (including EH without atypia and AH). In contrast, strong PKM2 immunoreactivity was observed in EC (includes EmAC, SC, CC, and MC).

Semiquantitative analysis of PKM2 immunostaining was performed. As shown in [Table 1](#ijerph-16-04589-t001){ref-type="table"}, PKM2^high^ cells were significantly more abundant in EC (54/108; 50.0%) compared to normal endometrium (0/30; 0.0%), EH without atypia (0/36; 0.0%), and AH (4/32; 12.5%) (*p* \< 0.001). PKM2^low^ cells were significantly more abundant in normal endometrium (30/30; 100%), EH without atypia (36/36; 100%), and AH (28/32; 87.5%) compared to EC (54/108; 50.0%) (*p* \< 0.001). There were significant differences in both the extent and intensity of PKM2 immunostaining between the hyperplastic and the neoplastic endometrium groups (*p* \< 0.001). The PKM2^high^ score was applied as a diagnostic criterion to distinguish between EC, normal endometrium, and premalignant endometrium, which indicated a sensitivity of 50%, a specificity of 95.9%, a positive predictive value (PPV) of 93.1%, and a negative predictive value (NPV) of 66.2%.

Because there were considerable variations in the immunoreactivity of PKM2 in the EC samples, we evaluated whether this discrepancy had any effect on the clinical factors of the affected patients. Twenty three of the 108 EC cases were excluded because of loss to follow-up. The remaining 85 EC cases were classified according to pathology stages using the 2009 FIGO staging system (54 stage I and II, 31 stage III and IV).

We analyzed the association between the PKM2 immunostaining score and clinicopathological features in patients with EC (n = 85, including 64 EmAC, 11 SC, 8 CC and 2 MC; 41 G1, 19 G2, 25 G3; [Table 2](#ijerph-16-04589-t002){ref-type="table"}). The PKM2 immunostaining score significantly associated with age (*p* = 0.009). Higher PKM2 scores were found among older patients. The PKM2 immunostaining score showed no significant associations with the FIGO stage (*p* = 0.712), nuclear grade (*p* = 0.202), or subtype of EC (*p* = 0.135 for the comparisons of various histological types and *p* = 0.345 for EmAC and non-EmAC comparisons; [Table 2](#ijerph-16-04589-t002){ref-type="table"}).

The PKM2 immunostaining score's prognostic value was analyzed in relation to overall survival (OS). [Figure 3](#ijerph-16-04589-f003){ref-type="fig"} shows the results of the Kaplan--Meier survival analysis stratified according to the PKM2 score. Patients who had a higher PKM2 score also had poor OS compared with those who had a lower PKM2 score in cases of EC (*p* = 0.006). The multivariate analysis ([Table 3](#ijerph-16-04589-t003){ref-type="table"}) revealed that higher PKM2 levels conferred a hazard ratio of death of 3.40 (95% confidence interval (CI), 1.35--8.56), higher tumor stage conferred a hazard ratio of death of 8.41 (95% CI, 3.28--21.58), higher nuclear grade 3 conferred a hazard ratio of death of 4.78 (95% CI, 1.79--12.76), and non-EmAC conferred a hazard ratio of death of 2.90 (95% CI, 1.27--6.63). After adjusting for age, stage, and histological grade, the Cox proportional hazards regression analysis revealed a dependent effect of PKM2high on OS, with higher PKM2 levels conferring a hazard ratio of death of 1.96 (95% CI, 0.71--5.37).

4. Discussion {#sec4-ijerph-16-04589}
=============

The number of cases of EC has been increasing in recent years. The 1994 WHO classification system subdivides EH into EH without atypia and AH. Type 1 EC are estrogen-responsive and preceded by a precursor AH \[[@B2-ijerph-16-04589]\]. Cases of AH may be an underdiagnosis of EC, and AH may also be overdiagnosed when epithelial metaplastic changes occur in EH without atypia \[[@B5-ijerph-16-04589]\]. Several studies indicate that AH diagnosed through biopsy or curettage is accompanied by EC in 15%--50% of immediate hysterectomy specimens, and some of them are myoinvasive \[[@B5-ijerph-16-04589],[@B18-ijerph-16-04589],[@B19-ijerph-16-04589]\]. Both the underestimation and overestimation of AH severity are quite common. Nevertheless, correct diagnosis of endometrial lesions should be aimed at preventing overdiagnosis and the consequent surgical risks, as well as underdiagnosis and the associated compromise of survival. Therefore, histological analysis of endometrial samples is not reliable on its own for excluding or diagnosing cancers \[[@B20-ijerph-16-04589],[@B21-ijerph-16-04589]\]. Stage, histopathology, and differentiation grade are currently acknowledged as prognostic factors for EC, but many tumors relapse in an unanticipated way \[[@B22-ijerph-16-04589]\].

Molecular diagnostic tools have been suggested as novel methods to identify such critical turning points and to provide a proper treatment plan for patients with endometrial lesions. Such tools could be used for detecting "hidden" EC in patients diagnosed with AH and in the differential diagnosis of premalignant and malignant lesions. There are various genetic alterations in patients with EC, including microsatellite instability and mutations of the phosphatase and tensin homolog (PTEN), K-RAS, and β-catenin genes. In addition, epigenetic changes have been observed, such as the promoter methylation of tumor suppressor genes \[[@B23-ijerph-16-04589],[@B24-ijerph-16-04589],[@B25-ijerph-16-04589]\]. Although potential biomarkers for the prediction of EC are employed, in practice, they may be discordant and ultimately noncontributory \[[@B26-ijerph-16-04589]\].

Cancer metabolism provides a key to cancer therapy. Otto Warburg noted aerobic glycolysis in tumors in 1956, and PKM2 is its rate-limiting enzyme \[[@B11-ijerph-16-04589],[@B27-ijerph-16-04589],[@B28-ijerph-16-04589]\]. In recent years, more and more research has established the relationships between oncogenic pathways and tumor metabolism \[[@B29-ijerph-16-04589]\]. PKM2 is especially expressed in proliferating cells, such as embryonic stem cells and cancer cells \[[@B30-ijerph-16-04589]\]. Recent studies revealed that PKM2 promotes tumorigenesis in gastric cancer and breast cancer \[[@B31-ijerph-16-04589],[@B32-ijerph-16-04589]\]. Our previous study showed that a PKM2 inhibitor significantly inhibited the glycolytic rate in an ovarian cancer cell line, and as well as attenuation of the extracellular acidification rate \[[@B12-ijerph-16-04589]\]. To our knowledge, PKM2's role in endometrial carcinogenesis remains unclear. Therefore, our interest has been aroused to determine whether the expression of PKM2 in the endometrium could help to improve pathological diagnosis. Upregulation of glycolytic pathway have crucial roles in regulating metabolic changes during carcinogenesis or tumor metastasis \[[@B33-ijerph-16-04589]\]. The PKM2 catalyzes the final and also the rate-limiting reaction in the glycolytic pathway \[[@B34-ijerph-16-04589]\]. Our findings indicate that high expression of PKM2 is associated with poor prognosis, may be related to metabolic reprogramming in cancer cell progression or tumor metastasis.

A recent study examined PKM1 and PKM2 as metabolic biomarkers to predict the progression of EH to invasive cancer status \[[@B35-ijerph-16-04589]\]. The study demonstrated that PKM2 staining could not discriminate between EH and the possibility of progression to invasive cancer. It also demonstrated that lack of PKM1 immunostaining was observed in patients with EH with possibility of progression to EC, it may be through the isoform switch from PKM1 to PKM2 resulted in high PKM2 expression in EC. A previous study has revealed that PKM1 is highly expressed in normal tissues, whereas PKM2 is predominantly expressed in cancer cells \[[@B36-ijerph-16-04589]\]. Our study focuses on the examination of PKM2 and endometrial lesions due to PKM2 is a key glycolytic enzyme and is upregulated in multiple human malignancies. It showed that PKM2 expression was higher in AH and especially in EC tissues than in EH and normal control samples. Although the proportion of PKM2 overexpression is not high in AH, but if the patient has the possibility of AH, it needs to be closely follow up and may be choice for surgical candidate. The results suggested that higher PKM2 expression may be a potential warning biomarker for the presence of AH or even EC since it is not easy to discriminate the lesions by H&E staining alone. The metabolic marker may provide another method for evaluating the risk of malignancy.

In summary, this study showed that the levels of PKM2 protein might be useful as a biomarker for the differential diagnosis of malignant and premalignant endometrial lesions. Furthermore, it also seems to be a dependent prognostic factor for patients with EC. Because this study is limited by the sample size, it may be inappropriate to apply the results directly to the whole population. A larger population-based study is warranted to validate the use of PKM2 as a biomarker for the pathological diagnosis of normal endometrium, EH, and EC.

5. Conclusions {#sec5-ijerph-16-04589}
==============

The results of our study revealed significant differences in both the extent and intensity of PKM2 immunostaining between the hyperplastic and the neoplastic endometrium groups. The PKM2 high score was applied as a diagnostic criterion to distinguish between EC, normal endometrium, and premalignant endometrium. It is also a worse prognostic factor of endometrial carcinoma.
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![Examples of hematoxylin and eosin (H&E) staining of (**A**) normal endometrium, (**B**) endometrial hyperplasia without atypia, (**C**) atypical hyperplasia and pyruvate kinase M2 (PKM2) immunostaining of (**D**) normal endometrium, (**E**) endometrial hyperplasia without atypia, (**F**) atypical hyperplasia.](ijerph-16-04589-g001){#ijerph-16-04589-f001}

![Examples of hematoxylin and eosin (H&E) staining of (**A**) grade 1 endometrioid adenocarcinoma, (**B**) grade 2 endometrioid adenocarcinoma, (**C**) grade 3 endometrioid adenocarcinoma, (**G**) serous carcinoma, (**H**) clear cell carcinoma, and (**I**) mucinous carcinoma and pyruvate kinase M2 (PKM2) immunostaining of (**D**) grade 1 endometrioid adenocarcinoma, (**E**) grade 2 endometrioid adenocarcinoma, (**F**) grade 3 endometrioid adenocarcinoma, (**J**) serous carcinoma, (**K**) clear cell carcinoma, and (**L**) mucinous carcinoma.](ijerph-16-04589-g002){#ijerph-16-04589-f002}

![Kaplan--Meier analysis of survival in patients with endometrial carcinoma (EC) based on pyruvate kinase M2 (PKM2) protein immunostaining. Patients with a higher PKM2 score had a poor overall survival compared with those with a lower score in all patients with EC (*p* = 0.006).](ijerph-16-04589-g003){#ijerph-16-04589-f003}

ijerph-16-04589-t001_Table 1

###### 

The Chi-square test for pyruvate kinase M2 (PKM2) expression score based on the slide area and the intensity of color reaction.

  -------------------------------------------------
           PKM2 ^low^\   PKM2 ^high^\   *p* Value
           n. (%)        n. (%)         
  -------- ------------- -------------- -----------
                                        \<0.001

  Normal   30 (100.0)    0(0)           

  EH       36 (100.0)    0(0)           

  AH       28 (87.5)     4 (12.5)       

  EC       54 (50.0)     54 (50.0)      
  -------------------------------------------------

Low expression of PKM2 is represented 0+, 1+; high expression of PKM2 is represented 2+, 3+, 4+, 6+. Normal = normal endometrium; EH = endometrial hyperplasia without atypia; AH = atypical hyperplasia; EC = endometrial carcinoma.

ijerph-16-04589-t002_Table 2

###### 

Clinicopathological features in 85 patients.

                                  PKM2 Expression Low   PKM2 Expression High   *p* Value
  ------------------------------- --------------------- ---------------------- -----------
  Patients (no.)                  42                    43                     
  Age (years)                                                                  0.009
   Range                          21--81                32--89                 
   Mean ± SEM                     52.21 ± 1.60          58.77 ± 1.85           
  FIGO Stage \[no. (%)\]                                                       0.712
   I, II                          28 (51.9)             26 (48.1)              
   III, IV                        14 (45.2)             17 (54.8)              
  Nuclear grade \[no. (%)\]                                                    
   G1                             24 (58.5)             17 (41.5)              0.202
   G2                             9 (47.4)              10 (52.6)              
   G3                             9 (36.0)              16 (64.0)              
  Histological type \[no. (%)\]                                                0.135 ^a^
   CC                             1 (12.5)              7 (87.5)               
   EmAC                           34 (53.1)             30 (46.9)              
   MC                             1 (50.0)              1 (50)                 
   SC                             6 (54.5)              5 (45.5)               
  Histological type \[no. (%)\]                                                0.345
   EmAC                           34 (53.1)             30 (46.9)              
   Non- EmAC                      8 (38.1)              13 (61.9)              

^a^ Fisher's exact test. SEM = standard error of the mean; G1 = nuclear grade 1; G2 = nuclear grade 2; G3 = nuclear grade 3; EmAC = endometrioid adenocarcinoma; CC = clear cell carcinoma; MC = mucinous carcinoma; SC = serous carcinoma; PKM2 = Pyruvate kinase M2.
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###### 

Multivariate survival analysis of clinicopathological factors in 85 patients.

  Variable              Univariate Analysis Crude HR (95% CI)   Multivariate Adjusted HR (95% CI)
  --------------------- --------------------------------------- -----------------------------------
  Age (years)           1.04 (1.00--1.07) \*                    1.04 (1.00--1.08)
  PKM2 expression ^a^                                           
   Low                  1.00 (Ref.)                             1.00 (Ref.)
   High                 3.40 (1.35--8.56) \*                    1.96 (0.71--5.37)
  FIGO Stage                                                    
   I, II                1.00 (Ref.)                             1.00 (Ref.)
   III, IV              8.41 (3.28--21.58) \*                   7.97 (2.71--23.48) \*
  Nuclear grade                                                 
   G1                   1.00 (Ref.)                             1.00 (Ref.)
   G2                   1.54 (0.47--5.07)                       0.89 (0.24--3.28)
   G3                   4.78 (1.79--12.76) \*                   4.04 (0.96--16.99)
  Histological type                                             
   EmAC                 1.00 (Ref.)                             1.00 (Ref.)
   Non-EmAC             2.90 (1.27--6.63) \*                    0.32 (0.08--1.30)

\* *p* \< 0.05. CI = confidence interval; HR = hazard ratio; Ref = reference group; G1 = nuclear grade 1; G2 = nuclear grade 2; G3 = nuclear grade 3; EmAC = endometrioid adenocarcinoma ^a^ Low expression of PKM2 is represented 0+, 1+; high expression of PKM2 is represented 2+, 3+, 4+, 6+.
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